Restriction-site associated DNA sequencing (RAD-seq) has recently become an important method to generate genome-wide molecular data for species delimitation, phylogeography, and population genetic studies. However, very few empirical studies have so far tested its applicability in phylogenetic reconstruction. The alpine-arctic genus Diapensia was selected to study the origin of the disjunction between the Arctic and the Himalayan-Hengduan Mountains (HHM). However, a previous phylogenetic analysis based on one nuclear and four plastid DNA regions failed to resolve the oldest divergences in Diapensia as well as the relationship between the two HHM species. Here we reconstruct a fully resolved phylogeny of Diapensia and address the conflict between the currently accepted taxonomy and the gene trees in the HHM species using RAD-seq. Based on a data set containing 2,650 loci selected to maximize the number of parsimony informative sites and allowing for a high level of missing data (51%), the phylogeny of Diapensia was fully resolved and each of the four species was reciprocally monophyletic. Whereas the arctic D. lapponica was inferred as sister to the HHM clade in the previous study, the RAD-seq data resolved the two arctic species as sisters to the HHM clade. Similar relationships were inferred from a differently filtered data set with far fewer loci (114) and less missing data (21%), but with lower support and with one of the two HHM species as non-monophyletic. Bayesian concordance analysis and Patterson's D-statistic tests suggested that admixture has occurred between the two HHM species.
Introduction
The selection of appropriate and sufficient molecular markers is fundamental to phylogenetic reconstruction, and the emergence of next-generation sequencing (NGS) technologies provides numerous possibilities for improvement. Traditional Sanger sequencing [1] of plastid DNA (pDNA) markers and nuclear ribosomal markers such as the internal transcribed spacer (ITS) have been widely applied to reconstruct plant phylogenies at the species and genus level. However, due to maternal inheritance of plastids, phylogenies constructed based on pDNA data are
Materials and Methods
Taxon sampling, DNA extraction, RAD-seq library preparation and sequencing
Our data set consists of 18 samples representing four of the five extant species of Diapensia (Fig 1; S1 Table) and the two outgroup species Shortia uniflora Maxim. and Schizocodon soldanelloides Siebold & Zucc. (S1 Table) . Vouchers are deposited in the Herbarium of the Natural History Museum in Oslo (O) or the Kyoto University Museum (KYO; S1 Table) . Total genomic DNA was extracted using the DNeasy Plant Mini Kit (Qiagen, Valencia, CA, USA) following the manufacturer's standard protocol. The narrow Tibetan endemic Diapensia wardii is doi:10.1371/journal.pone.0140175.g001
Fully Resolved Phylogeny of Diapensia Using RAD-seq not included in this study because we did not manage to collect this species in the field, and we were unable to extract DNA of sufficient quality from the single available herbarium specimen of this species despite several attempts.
RAD-seq libraries for Illumina paired-end sequencing were prepared following Etter et al. [5] with some minor modifications (S1 Text). Briefly, genomic DNA from each sample was digested with the high-fidelity restriction enzyme SbfI (New England Biolabs, Ipswich, MA, USA), and Illumina sequencing adaptors containing sample-specific barcode sequences were ligated to the fragmented DNA. The barcode sequences contain five nucleotides with at least three nucleotide differences between each barcode sequence. The libraries were multiplexed 16× and sheared using a Bioruptor (Diagenode, Denville, NJ, USA), and fragments between 250 and 500 bp in length were selected by gel extraction using the MinElute Gel Extraction Kit (Qiagen). Paired-end sequencing of the multiplexed libraries was conducted on an Illumina HiSeq 2000 instrument at the Norwegian Sequencing Centre using 101 cycles.
Processing and clustering RAD-seq data
Following standard Illumina processing and quality filtering, duplicate reads resulting from PCR amplification were discarded using the program clone_filter implemented in the Stacks v. 1.20 software [28] . The resulting forward reads were de-multiplexed, quality filtered and de novo clustered using pyRAD v. 2.12, a pipeline optimized to produce aligned orthologous RAD-seq loci from NGS raw reads across distantly related taxa [29] . We only present the results based on RAD-seq forward reads, which are deposited as a BioProject in the Sequence Read Archive database with accession number SRP062066.
The de-multiplexing was performed based on the sample-specific barcode sequences, allowing for one mismatch in the barcode sequence. Base calls with a Phred quality score under 20 were converted to Ns, and reads containing more than 4 Ns were discarded. Once the adapter sequences, barcodes, and restriction site sequences were removed, the final length of the forward reads was 90 bases. For within-sample clustering a minimum coverage cutoff of 2× was employed. When clustering across samples, loci with a heterozygous site that was shared by more than two samples were discarded as putative paralogs, and loci containing more than 10 SNPs were discarded. The same clustering threshold was used for both within-and across-sample clustering [29] . We tested a range of clustering thresholds (60-95% in 5% increments) and minimum number of samples (m) that had to be shared by each locus in the final aligned data matrix (i.e. m = 4 or 14). A final clustering threshold of 90% was chosen to construct data sets for further analysis because this value provided the highest number of loci and parsimony informative sites (Fig 2) . We only present the results based on two data sets with a minimum number of 4 or 14 samples required per locus, herein referred to as 'm4' and 'm14' data set, respectively. Loci that did not contain any parsimony informative site were excluded from the pyRAD output data, and the last 5 bases of each locus were trimmed because the base-call quality was found to drop precipitously in this region. The resulting RAD-seq loci were blasted against the NCBI remote BLAST nucleotide database, using the program blastn in BLAST + 2.2.29 (ftp://ftp.ncbi.nih.gov/blast/executables/LATEST/) with default settings and an "Evalue" significance threshold of 1 × 10 −4 . Loci that had hits to any sequences that did not originate from green plants were discarded for further analysis.
Phylogenetic analyses
The above steps resulted in two aligned and concatenated RAD-seq data matrices, with heterozygous sites coded using IUPAC standard ambiguity codes. Maximum likelihood trees were inferred for the m4 and m14 data matrices using RAxML v. 7.8.3 [30] with random starting trees and the GTR + G nucleotide substitution model, and support was estimated by performing 1000 bootstrap replicates. We also conducted Bayesian phylogenetic inference based on the two data matrix using MrBayes v. 3.2.1 [31] . The software jModelTest v. 2.1.7 [32] was used to select the best-fit substitution model for each locus, and the results are presented in S2 Table. The loci sharing the same best-fit model were defined as one partition. For each data matrix, two independent runs were performed with random starting trees and the best-fit substitution model for each data partition. Each run was performed with four chains (one cold chain and three hot chains) for 10 million generations and with sampling every 1000 generations. Default priors were used in all analyses. The convergence of parameters among runs was evaluated visually using Tracer v. 1.6 [33] . The consensus trees and Bayesian posterior probability values at nodes were calculated with a 25% burn-in removed from each run.
Bayesian concordance analysis
Phylogenetic hypotheses based on concatenated datasets derived from multiple loci may include a mixture of discordant gene trees due to the presence of conflicting genealogical histories [34, 35] . To identify and quantify such phylogenetic discordance in our data set, we performed a Bayesian concordance analysis with loci from the m4 data set using the BUCKy v. 1.4.3 software package [36, 37] . BUCKy takes as input the posterior distribution of trees estimated by a Bayesian phylogenetic analysis of each individual locus, and based on these estimates a primary concordance tree and a concordance factor (CF), which measures the proportion of the loci supporting a given clade [37] . Loci containing at least two parsimony informative sites were extracted from the m4 data set. For each locus, two independent runs were executed in MrBayes v. 3.2.1 with the best-fit nucleotide substitution model selected by jModelTest, each run with four chains for 11.1 million generations sampling every 1000 generations. The posterior distribution of trees from each individual locus was summarized by the program 'mbsum' implemented BUCKy with 10% burn-in for each tree file. The summarized tree files of each locus were used as input for BUCKy, in which two independent runs were executed with four chains for 500,000 generations. The α parameter represents the a priori level of discordance expected among loci, and we tested two different values for this parameter (0.1 and 100). Since BUCky requires complete data matrices (i.e. no missing data), we had to sacrifice the number of samples to increase the number of loci for the BUCKy analysis and thus only one individual from D. lapponica and D. obovata and all individuals from D. purpurea and D. himalaica were retained in the BUCKy analysis.
Testing for admixture using Patterson's D-statistic test
The four-taxon D-statistic test is based on the assumption of a true four-taxon species tree (((P1, P2) P3,) O). Alleles sampled from these four species will at times suggest phylogenetic patterns that are incongruent with the species tree. Assuming a bi-allelic site composed of alleles 'A' and 'B', there are two incongruent patterns possible: ABBA and BABA [38, 39] . If stochastic processes such as incomplete lineage sorting are responsible for this incongruence, the two patterns are expected to have equal frequencies, whereas if the incongruence is caused by, for example, introgression between P3 and either P1 or P2, the frequencies ABBA and BABA are expected to be significantly different, and the D-statistic is used to test the significance of this imbalance [39] . In our study, we were interested in testing whether introgression had occurred between D. purpurea and D. himalaica, because sequences from those two species were mixed in gene trees based on ITS and plastid DNA presented by Hou et al. [27] .
All loci from the m4 data set were used in the D-statistic tests, and heterozygous sites were included in the analyses. We had multiple individuals of each species, and thus D-statistic tests were performed using all possible combinations between individuals from the two HHM species. All individuals from D. lapponica and D. obovata were used as outgroup (O). In total, 18 tests were conducted, and for each test 1000 bootstrap replicates were performed to measure the standard deviation of the D-statistic. Significance was evaluated by converting the Zscore (which represents the number of standard deviations from zero for D statistic) into a two-tailed P-value, and using α = 0.01 as a conservative cutoff for significance. A significant Zscore (i.e. > 2.55) suggests that gene flow might have occurred between P3 and either P1 or P2.
To visualize the potential admixture between D. purpurea and D. himalaica, a network based on the m4 data set excluding the outgroup was constructed using the NeighborNet algorithm implemented in SplitsTree v. 4.13 [40] , and a bootstrap analysis was performed with 1,000 replicates.
Results

RAD-seq data matrices
After de-multiplexing and quality filtering using pyRAD, the number of reads per sample varied from 0.18 × 10 6 to 3.11 × 10 6 with a median value of 0.69 × 10 6 (Table 1) . In a preliminary analysis, the 90% clustering similarity threshold generated the highest number of loci and parsimony informative sites (Fig 2) and was therefore used to construct data sets for further analysis. When clustering reads using the 90% similarity threshold and 2× minimum coverage, the total number of clusters obtained from each sample varied from 1,921 to 17,934 with a median value of 7,650, and the average cluster coverage in each sample varied from 35 to 142 (Table 1) . Consensus sequences were called for each cluster in each sample and possible paralogs were filtered out, resulting in 1,787 to 17,392 consensus loci with a median value of 6,815 (Table 1) . After blast filtering for contaminants and discarding loci that did not contain parsimony informative sites, the aligned and concatenated m4 data matrix contained 2,650 loci with 51% missing data and a total of 229,949 sites, of which 5,291 (2.30%) were parsimony informative. The aligned and concatenated m14 data matrix contained 114 loci with 21% missing data and a total of 9,870 sites, of which 230 (2.33%) were parsimony informative. BLAST filtering removed 1.38% of the loci from the m4 data set as potential contaminant sequences from metazoa, bacteria or fungi. No potential contaminant sequences were found in the m14 data matrix.
Phylogenetic reconstruction
In the Maximum Likelihood (ML) and Bayesian Inference (BI) analyses based on the m4 data set, Diapensia was inferred as monophyletic with the allopatric arctic D. lapponica and D. obovata as sisters to the HHM species D. purpurea and D. himalaica (Fig 3A and 3B ). All species and interspecfic relationships were fully supported both by ML bootstrapping (BS) and Bayesian posterior probabilities (PP). The trees based on the m14 data set were similar except for lower branch support and that D. himalaica was non-monophyletic ( Fig 3C) or very poorly supported as monophyletic (Fig 3D) . In the m4 data set, 1,635 loci contained at least two parsimony informative sites. However, because BUCKy requires loci to be shared across all samples we removed several samples to retain more loci for the BUCKy analysis. We kept all D. purpurea/D. himalaica samples but chose only one sample each of D. lapponica and D. obovata because the two arctic species were fully supported as reciprocally monophyletic in all phylogenetic trees (Fig 3) and have previously been shown to contain very little within species diversity [27] . After excluding loci not shared by all eight Diapensia samples (S2 Text), 246 loci were retained for Bayesian concordance analysis. In total, 10,395 different tree topologies and 119 distinct splits were found Table 1 . Maximum likelihood trees were estimated using RAxML; numbers above branches are bootstrap (BS) values generated from 1,000 replicates. Bayesian consensus trees were inferred using MrBayes; numbers above branches are posterior probabilities (PP). Asterisks on branches indicate BS = 100 or PP = 1. using BUCKy. The sample-wide mean concordance factors (CFs) and their 95% confidence intervals (CI) are presented on the primary concordance trees (Fig 4) . For both primary concordance trees based on different values of the α prior (100 and 0.1), each split was compared with splits that were not present in the primary concordance tree but with estimated CF value above 0.05 (S2 Text). If no conflicting splits were found, or the CI of the conflicting splits did not overlap with the CI of the clade in the primary concordance tree, this clade was considered significantly supported. The primary concordance trees constructed using different values of the α prior (100 and 0.1) presented the same topology but with different CF supports (Fig 4) . For example, the tree using α = 100 significantly supported the D. purpurea clade (Fig 4A) whereas the tree with α = 0.1 did not (Fig 4B) . Whereas the ML and BI analyses based on the m4 data set resolved D. himalaica as monophyletic (Fig 3A and 3B) , the primary concordance trees and the ML and BI analyses based on the m14 data set did not (Figs 4, 3C and 3D ).
Four-taxon D-statistic test for admixture
The ML and BI analyses based on the m14 data set as well as the concordance analysis rejected monophyly for D. himalaica (Fig 3C and 3D) , suggesting conflicting phylogenetic signals. To explore the source of this conflict, we tested for a signal of admixture between D. purpurea and D. himalaica using the four-taxon D-statistic test based on the m4 data set (test 1-18 in Table 2 ).
We also found evidence for admixture between D. purpurea and D. himalaica in the network (S1 Fig), showing complicated reticulations between the two species.
Discussion
Resolving the deep and shallow histories in Diapensia All our analyses of the RAD-seq data support three main lineages in Diapensia, congruent with our previous results from plastid and ITS data [27] . However, whereas the arctic D. lapponica somewhat surprisingly was resolved as sister to the HHM taxa in the plastid and ITS analysis (see Fig 2 in [27] ), our analyses of the RAD-seq data strongly supported D. lapponica as sister to the arctic D. obovata (Fig 3) . The primary concordance tree, too, supports an arctic and an HHM clade (Fig 4) . Where do the conflicting results come from? The age of the Diapensia crown group was estimated to Late Miocene and the splits leading to D. lapponica, D. obovata, and the HHM clade consisting of D. purpurea and D. himalaica were inferred to have occurred approximately at the same time [27] . Although four plastid regions were analyzed by Hou et al. Fully Resolved Phylogeny of Diapensia Using RAD-seq [27] , they are inherited as a single linkage group and therefore only two loci, one plastid and one nuclear (ITS), were in practice analyzed. Given the small number of loci investigated and the relatively short time separating the two divergences, we suggest that ancient incomplete lineage sorting (ILS) may have played a major role in the discrepancy between the plastid/ITS and RAD-seq phylogenies. We also noticed that a fraction of the RAD-seq loci contained a phylogenetic signal different from the primary concordance tree loci in our concordance analysis (Fig 4) , likely caused by ILS. The large number of loci, however, seems to overwhelm the discordant phylogenetic signals in the data. This effect is also clear when comparing the phylogenetic analyses conducted using the two differently sized RAD-seq data matrices, m4 and m14, in which the large data set (m4, 2650 loci) resulted in more strongly supported branches (BS = 100, PP = 1) compared to the small data set (m14, 114 loci; Fig 3) . A similar pattern of "swamping" was seen in the relationships between the HHM species D. himalaica and D. purpurea. Both species were supported as monophyletic in the analysis of the large m4 data set (Fig 3A and 3B) , but D. himalaica was non-monophyletic (Fig 3C) or very poorly supported as monophyletic (Fig 3D) in the analysis of the smaller, but more complete m14 data set (Fig 3) . Interestingly, the primary concordance tree, based on the m4 data set also rejected monophyly for D. himalaica (Fig 4) . Disregarding technical problems associated with the RAD-seq library preparation procedure, one must invoke biological processes such as admixture (e.g., hybridization and introgression), ILS, and "hidden paralogy" due to gene duplications and losses, to explain these patterns of phylogenetic conflict [41] . Although paralogy due to gene duplications and losses may pose a significant problem [42, 43] , it is unlikely that it would be frequent enough to be a major source of incongruence in a recently [27] Table 2 ), seven of which showed admixture between D. himalaica sample 55962 and any sample of D. purpurea. One test detected a significant signal for admixture between D. himalaica sample 55976 and D. purpurea sample 56025, relative to the D. himalaica sample 55969 (test 6; Table 2 ). Interestingly, these two D. himalaica samples are from the same locality, approximately 300 km from the D. purpurea sample 56025 (Fig 1) .
Given that D. purpurea was supported as monophyletic in all analyses (Fig 3) , and the Dstatistic tests only suggested admixture between one sample of D. himalaica and D. purpurea, the direction of the gene flow is likely from D. purpurea to this particular sample of D. himalaica. However, we speculate that more samples of D. himalaica and D. purpurea were involved and that the gene flow may be reciprocal as the ITS gene tree rejected monophyly for both D. himalaica and D. purpurea as multiple accessions of the two species were intermixed [27] . A more extensive sampling of D. purpurea and D. himalaica, particularly in regions of sympatry, will be key to future studies of the dynamic history of these two species.
Performance of RAD-seq for interspecific phylogenetic reconstructions
In this study, we used the pyRAD pipeline to construct two RAD-seq data matrices that vary in the amount of missing data but with otherwise identical parameter settings: the larger and thus less complete m4 data matrix, and the smaller and thus more complete m14 data matrix. The m14 data set contained significantly less missing data (21% missing data compared to 51%) and fewer parsimony informative sites (230 sites compared to 5,291) compared to the m4 data set. Nevertheless, the tree topologies based on the two data sets are very similar (Fig 3) . This result is consistent with the study by Rubin et al. [16] where they reconstructed phylogenies using simulated RAD-seq data matrices with missing data ranging from 6% to 67%, and concluded that large amounts of missing data in RAD-seq data matrices did not adversely affect the accuracy of phylogenetic inference. Although our two analyses resulted in similar tree topologies, full support and monophyly of all species was obtained only for the m4 data set (Fig 3) , which contained many more parsimony informative sites. Similar results have been obtained in studies of Pedicularis [18] and cichlid fishes [22] , which are clades well known for hybridization and introgression. In both of these studies data sets that varied in their degree of "missingness" also resulted in similar tree topologies but the largest, and thus most informative, data matrices resulted in the highest phylogenetic support.
The analysis of the m4 data matrix consisting of 229,949 sites and 51% missing data, fully resolved two deep divergences that are nearly temporally coincident in the Late Miocene [27] , as well as a more recent Pleistocene divergence, which may be obscured by some signal of admixture (Fig 3A and 3B) . Our results add to the growing number of studies suggesting that RAD-seq is a simple and cost-effective way of generating large amounts of genome-wide phylogenetic markers suitable for inferring interspecific phylogenies without previous assembly of genomic resources.
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